Figure S|

Histogram of degree of overlap between TARs in the two medias. An overlap of 0 means
that the TAR is unique to that media, whereas an overlap of | means that the TAR is
identical to a tar in the other media.
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Figure S3

Benchmarking of TARs. (a) Shows the ROC-like curve of found genes. The True Positives (TP) are the genes as they are
currently annotated and the False Positives (FP) are the same regions but on the opposite strand. (b) shows how many
of the know Transcription Start Sites (TSSs) that are found as a function of the distance between this and the observed
breakpoint. (¢) Autocorrelation of expression signal as a function of spatial organization of genes (red) or TARs (blue).

a b

— B 8 41— LB
S | — Mo — M9
8 Random o Random
Te]
(a\}
o
S -
Al 8 |
8 g «
= o =
B B - =
g - & B
S S
F 3 | =
S S -
S _
B B
o — o -
| | | | | I I | | | | | |
0 50 100 150 200 0 10 20 30 40 50 60 70
False Positives TAR starts deviations from known TSS (bp)
e ]
@ _|
o
C
O © °
8 o 7
o o
5 <
§ S 7 * . ° o
5 ¢ ® ...
< N ®e000,¢
o . . . .. . R . )
o | e ® o4 ooooooa““.ﬁ."..}‘k‘..‘ e he
S MR A iadiiaden L - oy
[ [ [ [ [ [ [
1 5 10 50 100 500 1000

Linear distance (nr of tars / genes)



Figure S4

Density of gene expression of sporulation regulons, LB (a) and M9 (b). The regulons are color coded as: sigF (green),
sigE (blue), sigG (yellow), sigK (red) and all genes (black).The vertical dotted line shows background signal. The
composition of each regulon was taken from Steil et al., 2005 and is shown in (c).
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Figure S5

Gene expression of prophage and prophage-like elements. Upper row show phage element expression in LB media and lower
row gene expression in M9 media. Squares represents genes in the phage elements.The color scale range from white (low
expression) to blue (high expression). Arrows indicate the sublancin area (bdbB to sunl) in the SPR prophage.

- |
SPbeta 1-96 =
_ 111 | |
SPbeta 97-192 = B BN = EE =T =
w20 - bt
| HEE
PBSX EE
proi =
|
pro2 =
pro3 u um
|
pro4 — =T
pro5
u
pro6 EE
pro7 u
Log2 Expression
| ——
I I I
0.8 2.7 4.6 6.5 8.4

SPB:2152-2286 kb, PBSX: 1316-1347 kb, SKIN: 2653-2700 kb, pro [: 202-220 kb, pro2:529-570 kb, pro3: 652-665 kb,
pro4:1262-1270 kb, pro5:1879-1891 kb, prob: 2046-2073 kb, pro7: 2707-2756 kb.



Figure S6

Density plots of gene expression of prophage and prophage-like elements. Expression for
LB and M9 is shown blue and red, respectively. Prophage coordinates are shown in Fig. S5.
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Figure S7
Conservation plot of non coding RNAs (ncr) identified. Nucleotide sequence of identified ncrs was compared

against all available Firmicute sequences (genome and plasmid) and the maximum hit is plotted. The color scale
ranges from black (0% identity) to white (100% identity).
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Figure S8

Sense overlap and antisense/ratio of antisense transcripts. (a) Fraction of sense genes (cds) overlapped by antisense
transcript. Two distributions (< 0.7 and > 0.7) of overlaps can be seen. (b) For the 127 antisense transcripts, log2 sense
(LB/M9) and log2 antisense (LB/M9) ratio is plotted. If antisense transcript is the primary regulator of the sense area at
the conditions tested, the antisense and sense ratios would expect to be anti-correlated (upper left and lower right
quarters). The number plotted corresponds to the shd nomenclature (e.g. 4 = shd4).
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Figure S9
Folding of conserved 3’UTR RNA elements. All elements were folded using RNAfold vI.6 and bases
are coloured according to base-pair probabilities, from 0 to | (purple, blue, green, yellow to red).
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